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Field of invention 

The present invention concerns a method of producing growth 
5 hormone crystals in the presence of cations, novel growth 
hormone crystals and pharmaceutical preparations containing 
such novel crystals. 

Background of the invention 

The growth hormones (GH) from man and from the common domestic 
10 animals are proteins of approximately 191 amino acids, synthe- 
sized and secreted from the anterior lope of the pituitary. The 
growth hormone is a key hormone involved in the regulation of 
not only somatic growth, but also in the regulation of metabo- 
lism of proteins, carbohydrates and lipids. 

15 During the past 4 0 years or more much attention has been 
devoted to the unravelling of the biochemical function of the 
growth hormones from various species. The reason for this 
interest in the molecular function of this protein rests upon 
the commercial interests from both veterinarian and medical 

20 circles. The GH gene has now been cloned and human growth 
hormone (hGH) and Met-hGH are currently beeing produced 
biosynthetically by the use of both bacteria and mammalian cell 
cultures . 

Pharmaceutical preparations of GH tend to be unstable. Degrada- 
25 tion products such as deamidated or sulfoxydated products and 
dimer or polymer forms are generated - especially in solutions 
of GH. Therefore, today GH is lyophilized and stored in the 
lyophilized form at 4-C until it is reconstituted by the 
patient, before start of use. 
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The reconstituted preparations are preferably stored at 4'C to 
minimize degradation in solution. However some degradation will 
take place during such storage which can be for a period of up 
to about 14 days. There is thus a need in the art for more 
5 stable preparations of GH. 

It would also be an advantage to avoid the lyophilization step 
in the production of GH preparations. Lyophilization is a time 
consuming and costly process and also often a limiting pro- 
cedure due to the capacity of the freeze drier. 

10 The present invention is based on the surprising recognition 
that the above needs are fulfilled by means of a crystalliza- 
tion step in the production of GH. 

Although readily available in quantities sufficient for 
crystallization, GH has so far eluded succesfull crystalliza- 
, 15 tion. Micro crystals, or amorphous material have been reported 
from a variety of sources: (Jones et al., Bio-Technology (1987) 
5, 499 - 500; Wilhelmi et al., J.Biol.Chem. (1984) 176, 735 - 
X' 745; Clarkson et al., J.Mol.Biol. (1989) 208, 719 - 721; \ jin^ 
y Bell et al., J.Biol.Chem. (1985) 260, 8520 - 8525^ o-v*J) V. U. 

20 The hanging drop method is the most common method in use for 
this purpose. Apparently due to heterogenicity among growth 
hormone preparations the size and the shape of the crystals 
have been reported to vary significantly. The largest crystals 
have been reported by Jones et al. (1987). For their success- 

25 full experiments they used a mixture of polyethylene glycol 
3500 and beta octyl glucoside at neutral pH. Clarkson et al. 
(1989) reported that the use of lower alcohols and acetone 
permitted the generation of crystals of 0.001 to 0.005 cubic mm 
with varying shapes. None of the known methods are however 

3 0 suitable for commercial production of GH crystals a.o. due to 
the fact that growth times of from several weeks up to one year 
are needed. 
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Bovine growth hormone has been formulated for veterinarian use 
in a mixture of divalent ions and an oil (EP' 343 696) . By 
addition of ZnCl2 to either bovine or ovine growth hormone in 
the presence of lipids undefined particles were produced to 
5 form a prolonged release formulation. The growth hormone was 
dispersed in the carrier in such a way as to trap l to 4 Zn 
molecules per growth hormone molecule* The solutions were 
prepared in the presence of varying concentrations of dena- 
turing solutes (1 to 4 M of urea) at high pH (9*5) . A reproduc- 
10 tion of this process with hGH has shown that it is not possible 
to produce crystals in this way. 

From the literature it is well Icnown that the presence of 
divalent cations during the process of crystallization permits 
not only excellent orientation during analysis, but also 

15 improved physical conditions for the crystallization of insulin 
(e.g. US pat. no. 2174862). Growth hormone is, however, more 
than three times larger than insulin and has a totally dif- 
ferent conformation. Surprisingly the addition of cations to 
solutions containing hGH have now permitted the generation of 

20 stable, uniform crystals of the growth hormone in high yields. 
Furthermore, the time used for the formation of high quality 
hGH crystals is relatively short. 

Summary of the invention 

In its broadest aspect the present invention is related to a 
25 process for production of cation crystals of GH or GH der- 
ivatives, comprising the following steps; 

a) to a solution, of GH or derivatives thereof is added 
^ cations of inorganic or organic nature and an organic 

solvent or a mixture of organic solvents at a pH between 
3 0 5.0 and 6.8, 

b) growing of crystals at a temperature from about 0 to about 
3 0 C , and 
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c) isolation of the cation crystals by known means. 

In the present context GH is intended to cover all species of 
GH including human, bovine, porcine, ovine, salmon, trout or 
tuna. GH derivatives are intended to cover GH of human or 
5 animal species with minor variation in the protein sequence. 
Thus a few amino acid residues may have been deleted or 
replaced by other amino acid residues. Also covered is trun- 
cated forms of growth hormone and derivatives thereof as well 
as growth hormones with amino acid residues added to the N- 
10 and/or C-terminal end of the protein, such as Met-hGH. 

The process according to the present invention has for the 
first time made it possible to produce chemically stable and 
uniform cation-GH crystals • Also, the present process enables 
production of both larger and smaller crystals of growth 
15 hormone, as the need may be. 

The pH in step a) is preferably 5.8 to 6.5, and most preferably 
from 6 . 0 to 6,5. 

According to a preferred embodiment of the present invention 
the growth hormone is of human nature. 

2 0 The cations may be of inorganic or organic nature. Divalent 
cations are preferred and of these an inorganic cation such as 
Zn"^"^ has turned out to be well suited for the fast formation of 
stable GH crystals. Also mixtures of these cations can be used. 

The cation should be added in an amount providing fast and 
25 efficient formation of well defined crystals. The upper limit 
for the amount of added cation is the amount which would cause 
unspecific precipitation of substantial amounts of amorpheous 
material . 

If Zn""^ is used, suitable concentrations will typically be from 
30 about 0.2 to 10 mol Zn*V^ol GH. However, if the crystallization 
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reaction mixture contains a buffer or other compound which is 
capable of binding some of the cation, e.g. in a complexed 
form, greater concentration of the cation will be needed 
because some of the cation will not be available for the 
5 crystallization process. 

Zn"^ will preferably be used in an amount which will cause 
formation of GH crystals with a molar ratio between Zn** and GH 
from about 0.2 to about 10, preferably from about 0.5 to about 
5 and more preferably from about 0*5 to about 2. 

10 In a preferred embodiment of the invention the organic solvent 
added in step a) may be chosen from the group consisting of 
short chained aliphatic, cyclic or aromatic alcohols and 
ketones. Suitable organic solvents are acetone, methanol, 
ethanol and 2-propanol. A preferred organic solvent is ethanol 

15 or acetone. The concentration of the organic solvent may be 
from 0.1 to 50% v/v, preferably from 0.1 to 30%, more pre- 
ferably from 0.1 to 20%, even more preferably from 5 to 15% and 
most preferred from 6 to 12% v/v. 

The present process may be used as a fast and efficient down 
20 stream processing of the growth hormone in question, due to the 
formation of crystals in large volumes of solutions. 

The present invention is also related to novel cationic 
crystals of GH or GH derivatives. 

The crystals are preferably hGH crystals or crystals of 
25 derivatives of hGH. The cation is preferably Zn*"^ and the molar 
ration between Zn** and GH will typically be from about 0.2 to 
10, preferably from 0.5 to 5 and more preferably from 0-5 to 
2.0. The size of the crystals will be dependent on the Zn"*"" to 
GH ratio and the choice and content of solvent used in the 
3 0 process. 
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hG^ crystals according to the present invention have been shown 
to have a biological potency similar to that of a solubilized 
hGH standard in in vitro and in vivo tests. The novel GH 
crystals can thus be used for the same indications as the 
5 commercially available hGH preparation • 



Pharmaceutical preparations containing the novel GH crystals 
will typically be solutions or suspensions and may contain the 
usual adjuvants and additives used for pharmaceutical hGH 
preparations, such as buffers, glycerol and preservatives. The 
10 preparations may be administered in the same way as the commer- 
cial hGH preparations. The crystals may also be formulated as 
dried crystals which will then have to be reconstituted before 
start of use* 

The pharmaceutical preparations containing the novel GH 
15 crystals have surprisingly a very high chemical stability 
compared with preparations made from commercially available GH. 

The present invention' therefore provides for a possibility of 
production of pharmaceutical preparations that are more 
convenient, especially for the patients* Due to the high 
20 stability of the crystals in suspension, the present invention 
will as an example make it possible to produce ready to use 
pharmaceutical preparations in the form of suspensions which 
will not need to be reconstituted by the patients before use. 

In a further aspect the invention provides a valuable tool for 
25 production and purification purposes of GH. 



Detailed description of the invention 

The starting material , the growth hormone that may be of any 
origin and if desired derivatized in solution, is adjusted to 
a concentration preferably greater than about 0.1 mg/ml, more 
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preferably from about 4 to about 7 mg/ml and , most preferred 
about 6 mg/ml. The pH will preferably be from 6.0 to 6.3. 

To the above mentioned solution may be added an organic 
solvent. A preferred organic solvent is ethanol in a con- 
5 centration which may vary between 0,1 and 20%, preferably 5 and 
15%, and most preferred 6 and 12%. 

Other solvents such as acetone, methanol or propanol may be 
used alone or as a mixture instead of or together with ethanol 
in a concentration within the range of from 1 to 50%. 

10 Cations of inorganic or organic nature, or mixtures thereof are 
then added to the resulting solution. 

A preferred cation is Zn** which will normally be used in a 
concentration from 0.5 to 10 mol/mol GH, preferably from 1.0 to 
3.0 mol/mol GH, more preferred from 1.1 to 2.2 mol/mol GH and 
15 most preferred from 1.2 to 2.0 mol/mol GH. 

If cations of inorganic nature other than Zn"^+ are used, the 
concentration may be varied between 0.5 and 10 mol/mol GH. 

The crystals are then grown for a period of from 1 to 120 hrs. 
preferably 5-72 hrs., most preferred 20-48 hrs., and at a 
20 temperature of between 0 and 30'C, preferably from 4 to 25'C. 

The crystals may be recovered by centrifugation or filtration, 
followed by washing and/or freeze drying to remove remaining 
organic solvents. 

Pharmaceutical preparations of dried crystals or crystals in 
25 suspension can now be formulated by using various selected 
buffers and other pharmaceutically acceptable additives. 

The invention is • further illustrated but not limited by the 
following examples: 
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Example 1 

Crystallization of hGH in the presence of Zn"^"^, 

500 ml of hGH solution produced according to H. Dalboge et al., 
5 Bio-Technology (1987), 5, 161 - 164, in a concentration of 6 
mg/ml was 'incubated in 10 mM phosphat buffer (NaH2P04) and 
adjusted to pH 6.1 with HjPO^. Acetone was added to a final 
concentration of 10% (v/v) and thereafter zinc acetate solution 
was added to a final concentration of 0*08 mg ZnAc^, 2H20/ml - 
10 1.34 mol Zn^V^^ol ^^H. 

The resulting solution was left at 15 'C for 20 hours, whereby 
crystals were allowed to form. 

After this the crystals were recovered and washed 3 times with 
crystallization buffer without acetone. The crystallization was 
15 checked by microscopy and the size of the crystals were 
measured to 8-12 jiim. A photomicrograph is shown in Figure 1. 

The crystal yield of hGH was determined by solubilization of 
the washed crystals in 7M urea followed by ion exchange HPLC 
analysis. 

20 The yield was found to be more than 50%. 
Example 2 

Example 1 was repeated with the exception that Met-hGH was used 
instead of hGH. The crystals recovered by this process were 
identical in shape and size to those obtained with hGH. The 
25 yield was more than 50%. 



P CT /D K9 1 /00 205 



9 



Example 3 

Example 1 was repeated with the exception that the addition of 
acetone was omitted. 

The crystals of hGH resulting from this procedure were much 
5 smaller than the crystals resulting from Example 1, less than 

2 ^ITO.. 



Exeu&ple 4 

Example 1 was repeated under conditions where acetone was 
exchanged with ethanol and temperature during growing period 

10 was. 20 'C instead of 15 'C. All other experimental conditions 
were identical to those described in example 1. By varying the 
ethanol concentration the optimal concentration was found to be 
7.5% (v/v) . The yield was increased to >80% if the motherfluid 
following initial crystallization for 16 hrs was supplemented 

15 with further 4% (v/v) ethanol and the crystallization tempera- 
ture was lowered from 20* to 10 'C over a period of 16 hrs. The 
size of the crystals were between 3 to 6 with a shape 
similar to that described in example 1. 



Example 5 

20 Determination of the amoun t of Zn bound in hGH crystals 

Example 1 was repeated with the exception that ethanol in a 
concentration of 7.5% (v/v) was added instead of acetone and 
that crystals were allowed to form for 16 hrs at 20 'C, then the 
crystals were separated from the motherfluid by centrifugation 
25 and washed once with 10 mM phosphate buffer. The crystals were 
solubilized by raising the pH to 8.0 with NaOH. The hGH was 
measured by ion exchange HPLC or by UV determination. The Zn 
concentration was measured by atomic absorption and the results 
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were compared with those values obtained for the total crystal 
suspension. The ratio of bound Zn to hGH was' found to be 1.9 
mole of Zn per mole of hGH. 



5 Formulation of a Pharmaceutical Preparation Containing hGH: 

Crystals were grown as described in example 5 and stored at 
4*C. The crystals were then isolated by centrifugation and 
subsequent removal of the mother fluid. Then the crystals were 
freeze dried over night to achieve dry crystals with no 
10 remaining organic solvent. A pharmaceutical suspension of the 
dried crystals was prepared according to the following for- 
mulation: 

1.3 mg/ml 
3 . 0 mg/ml 
0 . 1 mg/ml 
15.0 mg/ml 
15.0 mg/ml 

pH was adjusted to 6.2. 



hGH crystals 
NaH2PO^ , 2H2O 
15 Zn(Ac)2,H20 
Glycerol 
Benzyl alcohol 



Example 7 

20 Example 6 was repeated with the exception that Zn(Ac)2/H20 was 
omitted, giving a suspension of the following formulation; 

hGH crystals 1.3 mg/ml 

NaH2PO^,2H20 3.0 mg/ml 

Glycerol 15.0 mg/ml 

25 Benzyl alcohol 15.0 mg/ml 



pH was adjusted to 6.2, 



Ex2unple 8 

The crystals were treated in 
the following suspension was 

hGH crystals 
5 NaH2P04,2H20 
NaCl 

Benzyl alcohol 

pH was adjusted to 6*2. 



the same way as in example 6 and 
formulated: 

1 • 3 mg/ml 
2 . 5 mg/ml 
5.7 mg/ml 
15.0 mg/ml 



Example 9 

10 The crystals were treated in the same way as in example 6 and 
the following solution was prepared: 

hGH crystals 1-3 mg/ml 

NaH2PO^,2H20 2.14 mg/ml 

NaCl 9-0 mg/ml 

15 pH was adjusted to 6.1. 



Exaunple 10 

Tibia test 

To estimate the in vivo biological potency of the hGH crystals 
prepared according to the invention a tibia test was performed 
20 using hypophysectomized rats. The test was performed in 
accordance with the method described in the European Pharmaco- 
poeia. 

Two preparations of hGH crystals produced according to example 
1 and formulated as preparations according to exampel 9 (F-7 
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and F-8) each containing an estimated amount equivalent to 4 lU 
were tested against a dissolved standard hGH preparation. 

The following results were obtained: 

Table 1 



5 The potency of the preparations F-7 and F-8 





Test 
preparat . 


Potency 
% of std. 


lU/vial 


95% confid. 
limits, % of std. 


10 


F-7 


90.1 


3.9 


87.6 - 114.1 




F-8 


103 .8 


4-5 


90.6 - 110.4 


15 


Std* hGH 
1986 


s 100.0 


= 4.4 





From the performed test it can be concluded that the hGH 
crystals according to the invention . are equally biological 
potent as the solubilized hGH standard and therefore will have 
20 a bioavailability equal to that of usual solubilized hGH. 

Example 11 

hGH crystals were grown as described in example 5. Immediately 
before use a suspension was prepared by centrifugation of the 
crystals, subsequent removal of the motherfluid, and resuspen- 
25 sion of the crystals in sterile 10 mM NaH2P0^, pH 6.2 giving a 
final concentration of 0.16 mg hGH/ml suspension. 

The suspension was used to estimate the potency of the hGH 
crystal preparation in a weight gain assay. The test was 
performed in accordance with the method described in the 
3 0 European Pharmacopoeia, with the exception that the time of 
dosing was prolonged to 10 days in order to optimize the 
biological response. 
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Two preparations of hGH crystals were used, each containing the 
saiae amount of hGH protein as the preparations of a growth 
hormone standard, which they were tested against. The standard 
was a reconstituted freeze-dried hGH preparation. All the 
5 animals received the same amount of hGH. 

The potency of the hGH crystal preparations were found to be 
92.6% of the standard. The 95% confidence limits were 79.1 - 
126.4% of the standard. 

The hGH crystal preparation was thus shown to have a biological 
10 potency equal to that of the solubilized hGH standard. 



Example 12 

stability of hGH crystals stored in suspension for 6 m onths at 
22-24 'C. 

The crystals were formed as described in Example 1 with the 
15 exception that 7.5% (v/v) acetone was added instead of 10%. 

The crystals were allowed to remain in suspension in the mother 
fluid for 6 months at 22-24 'C. A sample of hGH crystals were 
removed by centrifugation, washed once with crystallization 
buffer without acetone and solubilized by raising the pH to 
20 8.0. 

The solublized hGH crystals were subjected to analysis on ion 
exchange HPLC and GPC for detection of desamido and split forms 
or dimers and polymers, respectively. 

When the data were compared with those of a reconstituted 
25 lyophilized hGH preparation stored at 25 'C for 32 days the 
content of the main peak of hGH in reconstituted hGH crystals 
was superior to reconstituted lyophilized hGH, stored under 
comparable conditions (see table 2) . 



Table 2 





tuted hGH 




Storage 


25*C 

32 days 


22-24*C 
6 months 


Main peak* on 
lE-HPLC (%) 


71.2 


92.3 


Dicier (%) 


0.7 


1.2 


Polymer (%) 


0.3 


0.3 


Desamido (%) 


25.9 


5.0 


Didesamido (%) 


2.9 


1.8 


Split form (%) 
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CLAIMS 

1. A process for production of cation crystals of GH or of GH 
derivatives, comprising the following steps: 

a) to a solution of GH or derivatives thereof is added 

5 cations of inorganic or organic nature and an organic solvent 
or a mixture of organic solvents at a pH between 5.0 and 6.8, 

b) growing of crystals at a temperature from about 0 to about 
30 'C, and 

c) isolation of the cation crystals by known means. 

10 2. A process according to claim 1, wherein the pH in step a) is 
from 5.8 to 6.5, preferably from 6.0 to 6.5. 

3. A process according to claim 1, wherein the organic solvent 
is selected from the group consisting of short chained 
aliphatic, cyclic or aromatic alcohols or ketones. 

15 4. A process according to claim 3, wherein the organic solvent 
is selected from the group consisting of acetone, methanol, 
ethanol and 2-propanol. 

5. A process according to claim 4, wherein the organic solvent 
is ethanol or acetone. 

20 6. A process according to any of claims 1 to 5 wherein the 
organic solvent is added in a concentration of about 0.1 to 
about 50% v/v. 

7. A process according to claim 6, wherein the organic solvent 
is added in a concentration of 0.1 to 3 0%, preferably from 0.1 
25 to 20%, more preferred from 5 to 15% and most preferred from 6 
to 12%. 
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8. A process according to any of the preceding claims 1 to 7, 
wherein the cation is a divalent cation. 

9, A process according to claim 8, wherein the divalent cation 
is Zn""*. 

5 10. A process according to claim 9, wherein Zn*"^ is added in a 
concentration below the limit for unspecific precipitation of 
amorphous material - 

11, A process according to claim 10, wherein Zn** is added in a 
concentration from 0.5 to 10 mol Zn*V^ol GH. 

10 12 . A process according to claim 11 wherein the concentration 
of Zn"* is from 1.0 to 3.0 mol Zn**/mol GH, more preferred from 
1.1 to 2.2 mol Zn^V^^oi GH and most preferred from 1.2 to 2.0 
mol Zn^V^ol GH. 

13. A process according to any of the preceding claims, wherein 
15 the growth hormone is hGH or derivatives thereof. 

14. A process according to any of the preceding claims, wherein 
the temperature in step b) is from about 4 to about 25 'C. 

15. Cation crystals of hGH or hGH derivatives. 

16. Crystals according to claim 15, wherein the cation is Zn*"". 

20 17. Crystals according to claim 16, wherein the molar ratio 
between Zn** and GH is from about 0.2 to about 10, preferably 
from about 0.5 to 5 and more preferably from about 0.5 to 2.0, 
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IS- Pharmaceutical preparations, characteri2e<J in that they 
contain crystals according to any of claims 15 to 17. 

19, Use of a crystallization process according to claims 1 to 
14 as a purification and/or isolation step in the manufacturing 
of GH- 
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PRIOR U.S. APPLICATIONS OR PCT INTERNATIONAL APPLICATIONS DESIGNATING THE U.S. FOR BENEFIT 

UNDER 35 U.S.C, 120: 



POWER OF ATTORNEY: As a named inventor, I hereby appoint the following attorney(s) and/or agentCs) to 
prosecute this application and transact all business in the Patent and Trademark Office connected therewith. 



Steve T. Zelson, Esq. 
Reg> No. 30,335 



Elias J. Lambiris, Esq. 
Reg. No> 33,728 



Cheryl H. Agris 
Reg. No. 34,086 



Send Correspondence to: 



Steve T. Zelson, Esq. 
Novo Nordisic of North America, Inc. 
405 Lexington Avenue, Suite 6200 
New York, New York 10174-6201 



Direct Telephone Calls To: 

Steve T. Zelson 
(212) 867-0123 





Full Name 
of Inventor 


Junker 


Fint etv«n MMn« 

Flemming 


S«cand eiv«n tuam 




Residence & 
Citizenship 


city 

Hum! ebak 


Stat* or r«r*tgn Country 

Denmark 


Country oF CItizMiship 

Denmark 




Post Office 
Address 


Langebjerg 133 


city 

DK-3050 Humlebaek 


seat* k Ztp Co<M/C<M«itry 

Denmark 


2 


Full Name 
of Inventor 


Theisen 


Flr*t «1v« mamm 

Claus 


S«COn<l 61 van Nam* 

Friis 




Residence & 
Citizenship 


city 

K^benhavn 


Stat* or ror*1gn Country 

Denmark 


Country of Cltltanslttp 

Denmark 




Post Office 
Address 


Ronnegade 14 


city 

DK-2100 Mbenhaven j& 


state ft Zio Cod*/Country 

Denmark 


3 


Full Name 
of Inventor 


fMtly MW» 


First Clwon iUam 


Socootf Bivan HMK* 




Residence & 
Citizenship 


C-tty 


SUt* or For«i«n Country 


Country oF Citizensni9 




Post Office 
Address 


po«t Offic* Addr«ss 


City 


scat* ft Zip Co(»*/ country 



I hereby declare that all statements made herein of my own knowledge are true and that all statements made on 
information and belief are believed to be true; and further that these statements were made with the 
knowledge that willful false statements and the like so made are punishable by fine or imprisonment, or both, 
under section 1001 of Title 18 of the United States Code, and that such willful false statements may 
jeopardize the validity of the application or any patent issuing thereon. 




,._.air^»f - ^^^^^^^^^^^^^ — 



Signatur* of Inventor 3 



